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General Information
Materials. All the chemicals were obtained from commercial sources and used as received unless otherwise noted. No unexpected or unusually high safety hazards were encountered. Analytical thin-layer chromatography (TLC) was carried out using 0.2 mm silica gel plates (silica gel 60, F254, EMD chemical).
Characterizations.
1 H NMR spectra were recorded using 400 Varian NMR spectrometers. Chemical shifts are reported in ppm using the residual protiated solvent as an internal standard (CDCl3 1 H: 7.26 ppm; D2O 1 H: 4.79 ppm; DMSO-d6 1 H: 2.50 ppm). UV-Vis spectra were recorded on a Thermo Scientific Genesys 10S spectrophotometer. Gel permeation chromatography (GPC) was performed using a Dionex Ultimate 3000 instrument outfitted with an ERC Refractomax 520 refractometer. The columns used were Jordi Resolve DVB 1000 Å, 5m, 30 cm x 7.8 mm and a Mixed Bed Low, 5m, 30 cm x 7.8 mm. DMF with 10 mM LiBr was used as eluent at 1 mL min −1 at room temperature. Poly(ethylene glycol) was used as the standards to generate the GPC calibration curve.
Experimental Section
N-Acryloxysuccinimide was synthesized as previously reported with minor modifications.
1 Nhydroxysuccinimide (3.0 g, 26 mmol) and triethylamine (4.4 mL, 31 mmol) were dissolved in dichloromethane (DCM, 40 mL) and cooled to 0 °C in an ice bath. Acryloyl chloride (2.5 mL, 31 mmol) was then added dropwise. The mixture was stirred at 0 °C for 4 h, warmed up to room temperature and stirred for an additional 1 h. After then, the mixture was washed with cold water, saturated NaHCO3 solution followed by brine, and dried with Na2SO4. The solution was concentrated under reduced pressure to approximately 5 mL and cooled to 0 °C. A 6:1 hexane/ethyl acetate solution (25 mL) was added and the suspension was stirred for 30 min. The precipitate was collected by filtration and purified by silica gel chromatography (hexane/ethyl acetate, 1:1 v/v) to obtain the product as white solid. (3.5 g, 80% yield) 1 H NMR (400 MHz, CDCl3) δ 6.71 (dd, J = 17.3, 0.9 Hz, 1H), 6.33 (m, 1H), 6.17 (dd, J = 10.7, 0.9 Hz, 1H), 2.86 (s, 4H). N-hydroxysuccinimide rhodamine B ester Rhodamine B (750 mg, 1.6 mmol, 1 eq.), 1-ethyl-3-(3-dimethylaminopropyl)carbodiimide (360 mg, 1.9 mmol, 1.2 eq.), N-hydroxysuccinimide (240 mg, 2.0 mmol, 1.3 eq.) and 4-dimethylaminopyridine (19 mg, 0.16 mmol, 0.1 eq.) were dissolved in anhydrous DCM (10 mL). The solution was stirred at room temperature overnight. The mixture was then diluted with DCM, washed with water twice, dried over NaSO4 and concentrated. The residue was purified by silica gel chromatography (DCM/methanol, 9:1 v/v) and concentrated to obtain N-hydroxysuccinimide rhodamine B ester as a purple solid. (880 mg, 97% yield).
1 H NMR (400 MHz, CDCl3) δ 8.42 (d, J = 8.0 Hz, 1H), 7.98 (t, J = 7.6 Hz, 1H), 7.82 (t, J = 7.8 Hz, 1H), 7.47 (d, J = 7.6 Hz, 1H), 7.07 (d, J = 9.2 Hz, 2H), 6.86 (q, J = 8.5 Hz, 4H), 3.64 (q, J = 7.3 Hz, 8H), 2.77 (s, 4H), 1.33 (t, J = 7.1 Hz, 12H). Figure S1 . 1 
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